Background: Abnormal lipid concentrations are risk factors for atherosclerosis and cardiovascular disease. The pathological susceptibility to cardiovascular disease risks such as metabolic syndrome, diabetes mellitus, hypertension, insulin resistance, and so on differs between Sasang constitutional types. Methods: We used multiple regression analyses to study the association between lipid-related traits and genetic variants from several genome-wide association studies according to Sasang constitutional types, considering that the Tae-Eum (TE) has predominant cardiovascular risk.
Background
Dyslipidemia is characterized by abnormal levels of lipids, including low-density lipoprotein cholesterol (LDLC), high-density lipoprotein cholesterol (HDLC), and triglycerides (TG), in the bloodstream. Although dyslipidemia is not an apparent subjective symptom, it can be a major risk factor for atherosclerosis and cardiovascular disease [1] .
Sasang constitutional medicine classified human beings into 4 groups on the basis of distinctive physical, physiological, and psychological characteristics as constitutional types [2] : Tae-Yang, So-Yang, Tae-Eum (TE), and So-Eum. The TE type is associated with a square-shaped face, larger waist circumference, and more sweating in comparison to the other types [3] [4] [5] . The So-Eum type is inclined to a slimmer body shape, lower appetite, and increased harm avoidance [4, [6] [7] [8] . The So-Yang type tends to more physical activity and novelty seeking [7, 8] . No more than 0.1% of the Korean population is composed of the Tae-Yang type, which is slender-waisted and more charismatic, although there have been too few population studies to verify this type [9] . Because of the distinctive characteristics mentioned above, the pathological susceptibility to cardiometabolic disorders such as metabolic syndrome, which includes an increased prevalence of dyslipidemia, diabetes mellitus, hypertension, and insulin resistance, also differs between TE and the other types [2, [10] [11] [12] [13] . Since the Sasang constitutional types are inheritable as revealed by twin and family studies [2] , elucidating how the genetic variants can contribute to dyslipidemia susceptibility between constitutional types is necessary, such as several genetic variants associated with obesity-and lipidrelated traits of the TE type [14, 15] .
Several research groups have analyzed the results of genome-wide association studies (GWAS) and replication studies and reported several single nucleotide polymorphisms (SNPs) that affect blood lipid levels and are risk factors for cardiovascular disease [16] [17] [18] [19] . Common variants primarily associated with LDLC, HDLC, and TG belong to the following loci: ABCG5, ABCG8, SORT1, DNAH11, HMGCR, HNF1A, LDLR, MAFB, PCSK9, and TIMD4-HAVCR1; ABCA1, ANGPTL4, CETP, GALN2, HNF4A, LCAT, LIPG, MADD-FOLH1, MVK-MMAB, and TTC39B; and ANGPTL3, GCKR, MLXIPL, TRIB1, and XKR6-AMAC1L2, respectively. Moreover, some loci associated with TG are simultaneously related to the loci associated with HDLC (5 loci: APOA5-APOA4-APOC3-APOA1, FADS1-FADS2-FADS3, LIPC, LPL, and PLTP) or LDLC (3 loci: APOB, APOE-APOC clusters, and NCAN).
In this study, we identified SNPs associated with lipidrelated traits in TE and non-TE (NTE) type subjects. We also analyzed the genetic risk for lipid disorders to determine which constitutional types are more susceptible to risk for cardiovascular disease.
Methods

Subjects
The 5,537 subjects (2,653 men and 2,884 women) were recruited for a population-based cohort study, conducted as part of the Korean Genome and Epidemiology Study (KoGES) for 4 years since 2009 [20] , and the 3,060 subjects (1,123 men and 1,937 women) were recruited from 22 oriental medical clinics who were a part of the Korea Constitution Multicenter Study (KCMS) for 6 years since 2006. Of these subjects, 143 KoGES and 1,072 KCMS subjects had disease(s) such as hypertension, dyslipidemia, and/or diabetes. None of the subjects from KoGES and KCMS populations had a history of cancer treatment, thyroid dysfunctions, and postmenopausal hormonal therapy. The recruited individuals were analyzed using an integrated diagnostic model consisting of face, body shape, voice, and questionnaire information [21] , namely the Sasang Constitutional Analysis Tool (SCAT), in order to provide a basis for discriminating Sasang constitutional types on the basis of probability values for each constitutional type. On the basis of tertiles of the SCAT probability values for the TE type, we divided all subjects into 3 subgroups. We designated the subjects on the top tertile as TE types (n = 1,824 in the KoGES; n = 840 in the KCMS), and the subjects on the bottom tertile as NTE types (n = 1,824 in the KoGES; n = 840 in the KCMS). All subjects provided written informed consent to participate in the study, and the studies were approved by the Institutional Review Boards of Korea Centers for Disease Control and Prevention (for KoGES) and Korea Institute of Oriental Medicine (for KCMS).
Selection and genotyping of SNPs
We selected 26 SNPs located in 20 genetic loci from 82 SNPs associated with lipid parameters reported in previous GWASs [16] [17] [18] [19] . The 56 SNPs with the following characteristics were excluded (1) 22 SNPs that had low minor allele frequency (under 0.1), (2) The genotypes of the 26 SNPs were determined using 2 genotyping methods by using Affymetrix SNP array 5.0 and unlabeled oligonucleotide probes (UOPs) on the given polymorphic nucleotides [23] . The Affymetrix SNP array 5.0 was used in all KoGES subjects [20] and in 919 KCMS subjects [24] , and the UOP genotyping method was used in 2,141 KCMS subjects. First, we screened the 15 replicated SNPs in the KoGES population with 3 lipid parameters such as LDLC, HDLC, and TG, in order to confirm the association of GWAS SNPs with lipid parameters in Koreans. Next, we performed genotyping of 15 SNPs in KCMS subjects in order to double-check their associations with 3 lipid parameters in Koreans. The detailed process of genotyping using UOPs for the 15 selected SNPs (oligonucleotide sequences: see Additional file 1) have been described in a previous report [25] . The genotypes of the 14 SNPs except CETP rs9989419 (p < 0.01) did not deviate from Hardy-Weinberg equilibrium in the KCMS population. Therefore, we performed association analyses using the 14 SNPs in the KCMS and combined populations.
Statistical analysis
Chi-squared test was used to determine whether the SNPs deviated from Hardy-Weinberg equilibrium in each population. LD (Lewontin's D′ = D/|D max | and r 2 ) was obtained from Haploview program, version 4.2 (Daly Lab at the Broad Institute, Cambridge, MA) [22] . Multiple linear regression analyses were performed for LDLC, HDLC, and TG, after adjusting for age; sex; physical activity (3 categories); daily food intake (3 categories); and history and medications for hypertension, dyslipidemia, and/or diabetes. The effects of SNPs associated with dyslipidemia risk (dyslipidemia according to the National Cholesterol Education Program Adult Treatment Panel III guidelines [26] : LDLC ≥ 160 mg/dL, TG ≥ 200 mg/dL, total cholesterol ≥ 240 mg/dL, and/or HDLC < 40 mg/dL (<50 mg/dL for women)) were determined using multiple logistic regression analyses with the same adjustment used in the multiple linear regressions. The p-values, after Bonferroni correction for multiple comparisons, were considered significant in the combined linear and logistic regression analyses; p-values of <0.05 were considered significant in each population analysis (KoGES and KCMS). Combined analysis was performed in a fixed effect model using Comprehensive Meta-Analysis program, version 2.0 (Biostat, Englewood, NJ). The other regression analyses were performed using R, version 2.15.2 (http://www.r-project.org/).
Results
Characteristics of recruited subjects
The characteristics of the subjects from the KoGES and KCMS populations are shown in Table 1 . Since the average age and sex ratio between KoGES and KCMS subjects were different, we combined the association results for lipid parameters not by directly merging the 2 populations into one but by conducting meta-analyses of the obtained associations in each population. The TE type subjects presented relatively higher body mass index (BMI), waist circumference, blood pressures, glucose level, and lipid parameters such as LDLC, HDLC, and TG, as well as cardiovascular risk factors such as dyslipidemia than those found in NTE type subjects; these findings were consistent with those of previous reports [4, [10] [11] [12] [13] 27] . A majority of the subjects with TE type had BMI in the overweight range (BMI ≥ 25 kg/m 2 ): 27.11 (±2.58) for the KoGES population and 26.35 (±2.83) for the KCMS population (Table 1) . Because high BMI along with high waist circumference can pose a higher health risk for diseases such as cardiometabolic disorders, including lipid metabolism disorders, we measured the blood lipid levels, including LDLC, HDLC, and TG, of subjects of the TE type in order to estimate the genetic effects of lipid-associated SNPs according to the constitutional types.
Lipid-associated SNPs according to constitutional types
We reanalyzed the genome-wide associations of 26 SNPs located in 20 gene loci selected from previous reports [16] [17] [18] [19] with lipid parameters, including LDLC, HDLC, and TG, in the 2 populations. Of the 15 SNPs (SNP list: see Additional file 1) showing associations with the lipid parameters in the KoGES population, 12 in 10 gene loci were selected from the analyses with a significance of p < 0.00192 by Bonferroni correction (0.05 divided by 26 SNPs) in the combined population ( Table 2 ). The association signals of 3 SNPs, rs10889353, rs2156552, and rs17321515, were not significant in the KCMS population, although the combined association signals were significant. The lipid phenotypes associated with the 12 SNPs well corresponded with the associations reported in the previous papers [16] [17] [18] [19] . The most significant SNP was rs6589566 located near apolipoprotein A-V (APOA5) gene and exerted an effect on TG levels in both populations (KoGES, p < 2.0 × 10 −16 ; KCMS, p = 7.25 × 10 −12 ). Among the SNPs that showed an overlap between lipid traits and associated SNPs, rs4149270 (ATP-binding cassette transporter A1 (ABCA1)), rs6589566 (APOA5), rs4420638 (apolipoprotein C-I (APOC1)), rs261332 (hepatic lipase (LIPC)), rs2156552 (endothelial lipase (LIPG)), and 2 SNPs of lipoprotein lipase (LPL), rs1919484 and rs6586891, were found to be associated with HDLC (combined p-value: 3.10 × 10 −7 , 1.22 × 10 −5 , 8.87 × 10 −5 , 1.90 × 10 −8 , 2.61 × 10 −4 , 1.45 × 10 −6 , and 9.39 × 10 −9 , respectively). For TG, associations were found among rs10889353 and rs1748195 (angiopoietin-like 3 (ANGPTL3)), rs6589566 (APOA5), rs4420638 (APOAC1), rs174547 (fatty acid desaturase 1 (FADS1)), rs261332 (LIPC), and rs1919484 and rs6586891 (LPL) (combined p-value: 3.25 × 10 −5 , 6.28 × 10 −5 , <2.0 × 10 −16 , 4.80 × 10 −4 , 6.25 × 10 −5 , 8.84 × 10 −4 , 3.68 × 10 −6 , and 5.56 × 10 −6 , respectively). Since the SNPs of the ANGPTL3 and LPL genes were in strong LD within each locus in the KCMS population (r 2 = 0.72, D′ = 0.99 for ANGPTL3 SNPs; r 2 = 0.40, D′ = 0.87 for LPL SNPs), the association patterns were similar between the 2 SNPs in each locus. Therefore, we only focused on the effects of rs10889353 for the ANGPTL3 allele and rs6586891 for the LPL allele in the following analyses, which showed higher significant signals in the combined analyses. For additional LDLC, we selected rs4420638 and rs3846663 located near APOC1 and 3-hydroxy-3-methylglutaryl-CoA-reductase (HMGCR) gene loci, respectively (combined p-value: 4.87 × 10 −8 and 8.75 × 10 −5 , respectively).
To determine genetic discrepancy for cardiovascular risks between TE and NTE types, we extracted 2 subgroups, TE and NTE types, from all subjects, on the basis of the tertiles of the SCAT probability values for TE constitutional types [21] : TE type, in the top tertile, presented a constitutional type with high cardiovascular risk, and NTE type, in the bottom tertile, presented a constitutional type with low cardiovascular risk. Of the 10 lipidassociated SNPs of 10 loci in all population, 5 showed significant and reproducible associations with lipid parameters in TE and/or NTE types (Table 3) : the minor allele effects of 3 SNPs (rs6589566 on TG, rs4420638 on LDLC, and rs2156552 on HDLC) were enriched in TE type, whereas those of 3 SNPs (rs10889353 on TG, rs6589566 on HDLC, and rs6586891 on HDLC) were enriched in NTE type. The TG-increasing effect of rs6589566 was not enriched in NTE type (the effect in NTE type was smaller than that in all subjects), but remained significant.
In addition, by analyzing the associations of the 10 lipidassociated SNPs with dyslipidemia risk, we found that 5 SNPs, rs4149270, rs6589566, rs4420638, rs261332, and rs6586891, were significantly associated in the combined population (p < 0.005; Bonferroni correction, 0.05/10 SNPs) (combined p-value: 1.55 × 10 −5 for rs4149270, 2.77 × 10 −4 for rs6589566, 0.00218 for rs261332, and 4.31 × 10 −6 for rs6586891) ( Table 4 ). The 3 SNPs, rs4149270, rs6589566, and rs6586891, were repeatedly associated with dyslipidemia in both the populations, but the other 2 SNPs were not significant in one of the 2 populations. After the subgroup analysis, only rs261332 of the LIPC gene was significantly associated with dyslipidemia in the combined NTE type, but the association was not reproduced in the KCMS population (Table 4 ). In contrast, LPL rs6586891 was reproducibly associated in the NTE types of the KoGES and KCMS populations, but was not significant in the combined analysis of the NTE type.
Discussion
Analysis of the polymorphisms of gene loci associated with lipid-related traits revealed significant associations of 12 SNPs out of the 26 selected GWAS SNPs; these SNPs were located on ABCA1, ANGPTL3, APOA5-APOA4-APOC3-APOA1, APOE-APOC1-APOC4, FADS1-FADS2-FADS3, HMGCR, LIPC, LIPG, LPL, and TRIB1 gene regions. Interestingly, minor alleles of the 3 SNPs of APOA5-APOA4-APOC3-APOA1, APOE-APOC1-APOC4, and LIPG that were enriched in TE type subjects exerted harmful influences on lipid risk, whereas the minor alleles of the SNPs associated in NTE type subjects had both beneficial and harmful, maybe neutral, influences on lipid risk ( Table 3 ). The rs6589566 near APOA5 significantly affected TG levels in both TE and NTE types, which corresponded with the previously reported association of rs662799 (strong LD with rs6589566: r 2 = 0.59, D′ = 0.97 in the KCMS population) with TG levels in TE type as well as in So-Yang type subjects who partly belonged to the NTE type [15] . For dyslipidemia risk, no significant reproducible SNP associations were noted in the subgroup analysis for the constitutional type. Taken together, the minor allele effects of lipid-associated SNPs appear to reflect the characteristics of both the types (high in TE type and low in other types) with regard to cardiovascular risk [2] .
In the studied populations, most of the lipid-associated loci such as ABCA1, APOA1, APOE, LIPC, and LPL were known to be involved in lipoprotein metabolism [28] . Cholesterol is excreted from peripheral tissues such as intestine, liver, and macrophages, via the ABCA1 membrane transporter to form HDL in association with the lipoprotein, APOA1 [28] . LPL, which can be activated by APOA5 and inhibited by ANGPTL3 [29, 30] , hydrolyzes TG packaged into chylomicron and very low-density lipoprotein, TG-rich lipoprotein particles, and LIPC is involved in converting intermediate-density lipoproteins formed from very low-density lipoproteins into LDL. In addition, LIPG is also known to stimulate cholesteryl ester uptake through hepatic scavenger receptor class B type I [31] , and APOC1 inhibits the action of cholesteryl ester transfer protein [32] that is involved in transferring cholesteryl ester from HDL to intermediate-density lipoproteins. On the basis of this metabolism mechanism, we could speculate the coordinated action of the lipid-associated SNPs in each constitutional type. Since the minor allele effect of APOA5 rs6589566 was opposite to that of LPL rs6586891 on the levels of TG and HDLC, the LPL activity reducing the TG level [29] may be stimulated by the minor allele of rs6586891 and inhibited by the minor allele of rs6589566. In the NTE type (Table 3) , the minor alleles of rs4149270 near ABCA1 and rs6589566 near APOA1 may reduce the HDLC level, and the reduced inhibitory effect of the minor allele of ANGPTL3 rs10889353 on the LPL activity may affect the reduction and increment in the levels of TG and HDLC, respectively. On the other hand, the reduced inhibitory effect of the C allele of APOC1 rs4420638 on the activity of cholesteryl ester transfer protein may increase the LDLC level in TE type, and the HDLC-decreasing effect of LIPG rs2156552 minor allele may be exerted because the hepatic uptake of cholesteryl ester is affected (Table 3) . Therefore, despite the unknown mechanisms of lipid-associated SNPs, their effects might reflect the relative pathological predisposition of each constitutional type. Even though they are present in the noncoding region and lack proper function, lipid-associated SNPs might affect the expression of the genes harboring them. Indeed, some groups have reported that lipid-associated gene expression depends on distinct minor allelic frequency in the human liver, strongly suggesting that lipid-associated SNPs might influence gene expression as the cis-acting regulator at the noncoding region [17] . The reason for the low frequency of lipid-associated SNPs in the studied populations (12 SNPs from 26 SNPs) compared to that in Caucasians might be due to the ethnic differences and small population size to detect SNPs that have a minor role [16] [17] [18] [19] . For example, the minor allele frequencies (0.17, 0.12, 0.47, and 0.44, respectively) of rs10889353, rs4420638, rs3846663, and rs17321515 of 12 lipid-associated SNPs in Koreans were different from those of the SNPs in Caucasians (0.32, 0.82, 0.62, and 0.56, respectively).
According to previous reports [4, [10] [11] [12] [13] , TE type subjects are susceptible to diverse metabolic diseases, including obesity, diabetes, and hypertension, which are well-known risk factors of cardiovascular diseases. In addition, dyslipidemia that is characterized by the formation of atherosclerotic plaque in the bloodstream, an additional risk for cardiovascular disease, is also prevalent in TE type [10] . By analyzing the lipid-associated SNPs in the TE and NTE type Koreans, we found that each constitutional type has a distinct profile of SNPs associated with lipid parameters, presenting a genetic predisposition to vascular disease risk, especially in the TE type.
